stirring. The resulting cell suspension was centrifuged at 400 x g for 5 mm, and the cell pellet obtained was washed twice with the same medium as above containing 20% fetal bovine serum (Sigma). The cell pellet was then re-suspended in 2-4 ml offresh medium. Cells were seeded into pnimary culture at a density of 5 x 10 cells per 25-cm2 tissue culture flask and maintained for 7 days in 5 ml ofmedium containing 20% serum. The cells were then subcultivated (first passage) by trypsinization (0.05% trypsin/0.02% EDTA; GIBCO, Grand Island, NY) for 5-8 mm at 37#{176}C. They were subsequently seeded at 5 x 10 cells pen 25-cm2 flask and maintained with 5 ml medium or at 1.5 x 106 cells pen 75-cm2 flask and maintained with 20 ml medium which contained 10% fetal bovine serum.
The medium was changed twice weekly.
NaOH Treatment. The medium was removed and each cell layer was washed three times with 3 ml Puck's saline G (Ca 2-and Mg 2-fnee). Into each 25-cm2 flask was placed 2 ml of 0.1 N NaOH, and the flasks were incubated at 37'C for 1 hr.
[In previous experiments we noted that a Librous network remained when the cell lay m was solubilized with NaOH for DNA and protein analyses (16).] The NaOH was aspirated off, and the cell layers were again thoroughly washed with Puck's saline to neutral pH. Amino acid analyses were routinely performed on the NaOH supennatants. Cell layers were then exposed to Congo red and/on elastase digestion or immediately hydrolyzed as described below. red solution was added at each medium change. At each time point to be analyzed, the medium was removed and the cell layers were washed with Puck's saline until no color was visible in the wash (usually three washes of 3 ml each were adequate).
Fluorescence was observed with a 535-550-nm filter on an inverted phase-contrast microscope (Diaphot, Nikon) equipped with an epi-fluorescence attachment.
Congo red treatment ofcultures previously exposed to NaOH was done in a similar manner.
The same concentration of Congo red was used as descnibed above for the intact cultures; however, Puck's saline was substituted for medium, and the flasks were incubated for 30-60 mm at 37'C after addition of the dye.
Elastase
Treatment.
Cell layers were treated with elastase either before or after Congo red treatment and/on before on after NaOH treatment. Aften removal ofthe medium and washing of the cell layer with Puck's saline, Acid Analysis. All solutions to be analyzed were brought to 6 N HCI by the addition of an equal volume of concentrated HCI. Cell layers, regardless of treatment, were harvested directly in 6 N HCI with the aid of a cell scraper. The samples were hydrolyzed in vacuo at 110C for 20 hr and then analyzed on a Beckman
Model 6300 Amino Acid Analyzer. The purity ofelastin was assessed from the amino acid cornposition.
The presence of desmosine (isodesmosine and desmosine) mdicated the presence ofelastin, either insoluble or in some instances degraded by elastase. 
Results and Discussion

